ARE 1 is indicated by red boxes, and designed oligos are indicated by blue lines.
(B) 293T cells were lysed with lysis buffer and subjected to immunoprecipitation using the indicated combinations of oligos and bait RNAs. Immunoprecipitated proteins were subjected to western blot analysis with the indicated antibodies and immunoprecipitated RNA was visualized with ethidium bromide staining.
Supplementary Figure S3 ZFP36L1 and ZFP36L2 mediated destabilization of LDLR mRNA
(A) 293T cells, Hep3B and HeLa cells were transfected with the indicated siRNAs. Forty-eight hours after transfection, cells were harvested, total RNA was extracted and quantitative RT-PCR (qPCR) was performed using primers specific to human ZFP36L1, human ZFP36L2 and human beta-actin.
Results were normalized to beta-actin mRNA.
(B) Forty-eight hours after transfection, cells were harvested and the lysates were subjected to western blot analysis. Intensity of individual LDLR and beta-actin bands was quantified using Multi Gauge software (Fuji Photo Film Co., Ltd) . Results were normalized to beta-actin. Error bars show standard deviation of the mean. P-values were calculated using Student's t-test. *P<0.001; n=3 for each group. were calculated using Student's t-test.**P<0.01; n=3 for each group.
(E) HeLa cells were transfected with the indicated oligos. Twenty-four hours after transfection, cells were harvested and the lysates were subjected to western blot analysis. Intensity of individual bands was quantified using Multi Gauge software (Fuji Photo Film Co., Ltd). Results were normalized to beta-actin. P-values were calculated using Student's t-test.****P<0.05; n=3 for each group.
(F) HeLa cells were transfected with the indicated oligos. Twenty-four hours after transfection, cells were harvested, total RNA was extracted and quantitative RT-PCR (qPCR) was performed using primers specific to human VEGFA, human PLK3 and human beta-actin. Results were normalized to beta-actin mRNA. were calculated using Student's t-test.***P<0.02; n=3 for each group.
(I) 293T cells were lysed with lysis buffer and the cleared lysates were subjected to immunoprecipitation with the indicated LDLR 3′-UTR bait RNAs and the indicated oligos.
Immunoprecipitated proteins were subjected to western blot analysis with the anti-ZFP36L1
antibody.
(J) HeLa cells were transfected with the indicated oligos. Twenty-four hours after transfection, cells were harvested and the lysates were subjected to western blot analysis using the indicated antibodies.
(K) Hep3B cells were transfected with the indicated oligos. Half-lives of LDLR mRNA were calculated as above. Figures in the graph indicate the mean value of the mRNA decay half-lives.
P-values were calculated using Student's t-test.*P<0.001; n=3 for each group.
(L) HeLa cells were transfected with the indicated oligos. Twenty-four hours after transfection, cells were harvested and the lysates were subjected to western blot analysis. Intensity of individual bands was quantified as above. P-values were calculated using Student's t-test.**P<0.01; n=3 for each group.
Supplementary Figure S4 One of the independent sets of data from Figure 3 (A) Data from one of the independent experiments of Figure 3A . P-values were calculated using Student's t-test.*P<0.001; n=3 for each group.
(B) Data from one of the independent experiments of Figure 3B .
(C) Data from one of the independent experiments of Figure 3C .
(D) Data from one of the independent experiments of Figure 3D . P-values were calculated using Student's t-test.*P<0.001; n=3 for each group.
(E) Data from one of the independent experiments of Figure 3E .
(F) Data from one of the independent experiments of Figure 3F .
(G) Data from one of the independent experiments of Figure 3G .
(H) Data from one of the independent experiments of Figure 3H . P-values were calculated using Student's t-test.***P<0.02; n=3 for each group.
Supplementary Figure S5 Regulation of ZFP36 family proteins downstream of ERK pathway
(A) Phosphorylated ZFP36L1 and ZFP36L2 peptides were identified and quantified using iTRAQ-based MS/MS analysis. Three peptides, which are used to quantity the increase in phosphorylation after PMA treatment and the reduction in phosphorylation after U0126 treatment, are shown. The phosphorylated serine residue is coloured red. The quantity of phosphorylated peptide was normalized to the mock treated control sample. P-values were calculated using Student's t-test. ****P<0.05; n=3 for each group.
(B) 293T cells were lysed with lysis buffer and subjected to immunoprecipitation using the indicated bait RNAs. Immunoprecipitated proteins were subjected to western blot analysis with anti ZFP36L1 antibody. The amount of immunoprecipitated ZFP36L1 protein was quantified by measuring the intensity of bands. P-values were calculated using Student's t-test. **P<0.01; n=3
for each group.
(C) 293T cells were lysed with lysis buffer and subjected to immunoprecipitation as indicated in figure S5B . Immunoprecipitated proteins were subjected to MS analysis. The quantity of phosphorylated peptide was normalised to common peptide (TFHTIGFCPYGPR) from ZFP36L1 and ZFP36L2. The phosphorylated serine residue is coloured red. P-values were calculated using Student's t-test. *P<0.001; n=3 for each group. EtBr. 
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